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Cotransfection of 293Cre cells with pBHGlOlox and 
a "Lox" shuttle plasmid for generation of Ad expression vectors 
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Cotransfection of 293Cre cells with pBHGlOlox and 
a "lox" shuttle plasmid for generation of Ad expression vectors 
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CONSTRUCTION OF VARIOUS SHUTTLE PLASMIDS 
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OLIGONUCLEOTIDES USED IN CLONING 



AB3233/3234 : loxP linker 

SEQ.ID.NO.: I .oxPs.te 

5' GATCCAjATAACTTCGTATAGCATACATTATACGAAGTTATfAAGTACTGAATTCG 3 1 / 
3' GT rATTG AAGCATATCGTATGTA ATATGCTTC A ATA ITCATGACTTAAGCCTAG 5' 



/ 



BamH I/Bgl II SEQ. ID. NO. : 2 

overhang 



AB 14626/14627 : Multiple Cloning Site 

SEQ. ID. NO. : 3 , ^ Jg/ , L ^ rilld , Sal I overhang 

5' AATTCCCCGGGAGATCTAAGCTTGAGCTCG 3' / 
^ y GGGGCCCTCTAGATTCGAACTCGAGCAGCT 5' 

EcoR I overhang S£Q ID NQ . 4 



AB6920/6921 : loxP linker 



SEQ. ID. NO. : 5 ^cia 1^ , . 

5' CTAGCAATAACTTCGTATAGCATACATTATACGAAGTTATATCGATG 3' > 
^ y GTTATTGAAGCATATCGTATGTAATATGCTTCAATATAGCTACGATC 5' 

Xba I overhang SEQ. ID. NO. : 6 



Xba I overhang 



AB14680/14681 : loxP linker 

SEQ. ID. NO. : 7 



Blp I overhang 

H aa, H / 



5' TG A C A ATA A CTTCG TATA G C ATA C ATTATA CG A A GTTATATCG ATG 3' 

3* GTTATTG A A G C ATATCG TATG TA ATATG CTTC A ATATAG CTA C A CT 5* 

/ 

Blp I overhang SEQ.ID.NO :8 
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CONSTRUCTION OF A CIRCULAR GENOMIC PLASMID 
FOR Ad VECTOR RESCUE USING THE Cre/ IoxP SYSTEM 
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CONSTRUCTION OF pBHGE31ox 
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CONSTRUCTION OF pAElSPlA & pAElSPlB loxP PLASMIDS 
FOR RESCUE OF FOREIGN DNA 
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SEQ. ID. NO.: 1 2 (AB16853) and SEQ. ID. NO.: I3(ABI6854) 



£>oR I >T<- Stu I ->4 < - WA< I -»+< V II *+<7/.«4 111 -►+*- S«* I 



^ £>oR I >|<- 



5* CT AGAG AATTC AGGCCTGCTAGCAG ATCTAAGCTTG AGCTCG 3' 

3' TCTTAAGTCCGGACGATCGTCTAGATTCGAACTCGAGCAGCT 5* 



7 



/ 

Afcol 

ever Kant 



SEQ. ID. NO.: 14 (AB16855) and SEQ. ID. NO.: 15 (AB16856) 



BumH I 



<- Sail >*< Wl *~r* //,*d III ^ — * «tf'M 



5" CTAGAGTCGACGAGCTCAGGCTTAGATCTGCTAGCAGGCCTGAATTCG 3' 

3' TCAGCTGCTCGAGTTCGAATCTAGACGATCGTCCGGACTT AAGCGCTAG 5' 



/ 



Figure 5D 
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CONSTRUCTION OF pMH4LOX, pMH4LOX A and pMH4LOXALINK 
SHUTTLE PLASMIDS FOR RESCUE OF EXPRESSION CASSETTES 
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CONSTRUCTION OF A SHUTTLE PLASMID 
CONTAINING A pUC DERIVED ORIGIN 
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CONSTRUCTION OF HCMV loxP PLASMIDS 
FOR RESCUE OF EXPRESSION CASSETTES 
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CONSTRUCTION OF pCA36LOX and pCA36LOX A 
SHUTTLE PLASMIDS FOR RESCUE OF LACZ 
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Cotransfection of 293Cre cells with AdLC8c DNA-TP and a shuttle plasmid 
containing a loxP site for generation of Ad expression -vectors 
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Cotransfection of 293Cre cells with restricted AdLC8c DNA-TP 
and loxP shuttle plasmid for generation of Ad expression vectors 
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CONSTRUCTION OF SHUTTLE PLASMIDS EXPRESSING Cre 
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Cotransfection of 293 cells with pBHGlOIox and a "Lox" shuttle 
plasmid expressing Cre for generation of Ad expression vectors 
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CONSTRUCTION OF Ad GENOMIC PLASMID ENCODING CRE 
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RESCUE OF FIBRE MUTATIONS 
USING CRE/LOX RECOMBINATION 
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CONSTRUCTION OF pFG!731ox 
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CONSTRUCTION OF pFG23dXllox AND pFG23dXlloxc 
FOR RESCUE OF MUTANT FIBRE INTO AD VIRUS 
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RESCUE OF FIBRE MUTATIONS 
USING CRE/LOX RECOMBINATION 
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Isolation of a virus containing a mutant fibre gene 
by Cre-lox recombination using DNA-TP and cotransfection 
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Isolation of a virus containing a foreign DNA insert 
upstream of the fibre gene by Cre-Iox recombination 
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CONSTRUCTION OF pAB14FL0X FOR ISOLATION 
OF AN AD VIRUS WITH A FLOXED FIBRE GENE 
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Isolation of a virus containing 
a fibre gene with flanking lox P sites. 
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